were sown in trays containing standard gardening soil and the seedlings were transplanted databases. All the identified peptides were filtered with high confidence, top rank and mass 1 4 7 accuracy. High confidence peptides were passed the 1% FDR threshold (FDR =false 1 4 8 discovery rate, is the estimated fraction of false positives in a list of peptides). The peak area 1 4 9 on the chromatogram of the protein was calculated from the average of the peptides from each RNeasy Mini Kit (Qiagen). The first strand of cDNA was synthesized from 1 µg DNase products were directly sequenced as above. interest were purified, cloned and sequenced as above. For reference, a 135 bp of Actin gene was amplified using primers designed from conserved Micrococcal nuclease accessibility assay 1 9 7
Micrococcal nuclease (MNase) accessibility assay was performed as described (Zhao et al., For cytosine methylation analysis, chop-PCR (methylation-sensitive enzyme digestion 2 0 4 followed by PCR) and bisulfite sequencing were performed as described (Yadav et al., 2018) .
In chop-PCR, genomic DNA was treated with methylation sensitive restriction enzymes 2 0 6
HpaII or MspI and subjected to PCR to amplify various gene fragments containing the 2 0 7 restriction site 'CCGG'. The data representing the average values of three biological replicates each with three H4 displayed the highest intensities among the proteins identified in this analysis 2 3 5
(Supplementary file 2, S1). The major difference between the genders was that 52 proteins Out of the 244 male-specific proteins, 84 proteins were disappeared in the course of acid binding proteins, transcription factors and cytoskeleton proteins ( Fig. 2A) , and the major , 1996; Brautigam et al., 2017) . We thus wanted to address the involvement of epigenetic differences in digestion pattern could be observed between male and feminized male flowers. showing higher sensitivity to MNase digestion similarly to actin, a constitutively expressed were more resistant to MNase digestion (Fig. 6B) . Thus, it appears that class B genes that To examine the role of DNA methylation in the control of chromatin configuration 2 9 8
and expression of floral genes, the status of cytosine methylation at the promoter regions of be detected from MspI digest (Fig. 7A ). We also perform bisulfite sequencing of MaAP3 and oleracea (Di Stilio et al., 2005; Pfent et al., 2005) . In agreement, our results showed that male Proteome analysis of BAP feminized males showed differential expression of several protein Our data showed that there is no clear relationship between floral homeotic genes and 4 0 9 their epigenetic makeup (Table 1) . Gene expression is primarily regulated at the chromatin relatively close conformation, which is consistent with the lack of expression in male flowers. regulatory layer for control of gene expression (Ishihara et al., 2010; Kotomura et al., 2015) .
Similarly, no change in chromatin accessibility was observed for the down-regulated class B environment by other means (e.g., suppressor proteins).
2 3
The nature of gene regulation by DNA methylation is not fully understood, but 4 2 4
generally DNA methylation has been implicated in regulating chromatin structure and genes was similar in both sexes despite of their differential expression. In Arabidopsis, gene 4 2 8 methylation was reported to correlate with gene expression level; gene-body methylation was 4 2 9 correlated with constitutively and highly expressed genes, while promoter methylation was 4 3 0 correlated with weakly expressed genes, which are usually tissue-specific (Zhang et al., 2006 ; 
